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{571 ABSTRACT

A method for the treatment of ischemia and reperfusion
syndromes, which consists in administering to a patient
in need thereof a therapeutically effective amount of a
compound of the formula:

(¢
(CH;)zCH—Cﬂz@

CH3 NH—CO—CHj
—CH—CO=5=—CHy~CH—~COOR

in which R is hydrogen or a C;-Cs alkyl group, or of a
salt thereof, when R=H, with a pharmaceuticaily ac-
ceptable base.

New compounds and pharmaceutical compositions use-
ful in the method of this invention.

4 Claims, No Drawings
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THIOESTERS FOR THE TREATMENT OF
ISCHEMIA AND REPERFUSION SYNDROMES

This is a division of application Ser. No. 072,714 filed
July 13, 1987.

This invention relates to a method for treating isch-
emia and reperfusion syndromes, which consists in ad-
ministering to a patient an effective dose of a thioester
of 2-(4-isobtylphenyl)-propionic acid with N-acetylcys-
teine or an ester thereof.

Thioesters of 2-(4-isobutylphenyl)-propionic acid

with N-acetylcysteine are described in the European
patent No. 52910.

2-(R,S)~(4-isobutylphenyl)-propionic acid is a drug
endowed with anti-inflammatory, analgesic and anti-
pyretic activity, known as Ibuprofen.

N-acetylcysteine is a known drug endowed with
mucolytic activity.

The thioesters described in European Pat. No. 52,910
are endowed with anti-inflammatory, analgesic and
anti-pyretic properties as well as with mucolytic activ-
ity and show, furthermore, an improved gastric tolera-
bility in comparison to Ibuprofen.

Other properties were not identified in the com-
pounds described by the above-mentioned European
patent.

It is known that infarction phenomenon in the differ-
ent tissues is characterized by an anoxic or ischemic
condition which may be followed by a necrosis or a
recovery (either spontaneous or therapeutically in-
duced) of the oxygenation (reperfusion phase); M. Ber-
nier et al., Circulation Research, 58, 331-340 (1986).

A specific functional alteration may take place during
the reperfusion phase according to the area concerned.

For example, it is often a typical feature of the cardiac
muscle during the reperfusion phase that it be afflicted
by the occurence of arrhythmic phenomena, such as
ectopic beat, tachycardia and fibrillation and by impair-
ment of the contraction.

The severity of these phenomena may be high and
may also cause the death of the patient through arrhyth-
mia or cardiac shock. We have now found a method,
which is an object of this invention, for the treatment of
ischemia and reperfusion syndromes consisting in ad-
ministering to an infarcted patient a therapeutically
effective dose of a compound of the formula

o

(CH3);CH—CH,

CHj3 NH—CO--CHj;
—CH—CO—~$—CH;—CH=—COOQOR

in which R is hydrogen or a C1-Cg alkyl group, or of a
salt thereof, when R is H, with a pharmaceutically ac-
ceptable base.

The method of this invention has proved to be most
effective and the compounds of formula I represent
valuable means of treating ischemia and reperfusion
syndromes.

There are at least two asymmetric carbon atoms
(omitting any possible asymmetric carbon atoms in the
substituent R when this is an alkyl) in the molecule of
the compounds of formula I.
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The said asymmetric carbon atoms are indicated by
an asterisk and are marked by letters (a) and (b) in the
following formula:

@

(CH3);CH~CH3

CHj3 NH—CO—CH;

—CH—CO—S—CH;—CH—COOR
. .

@ ®)

The synthesis of the compounds of formula I, accord-
ing to the procedure shown further on, allows them to
be obtained either as a separate diastereoisomer or as a
racemic mixture.

The compounds of formula I in which R is an alkyl
group are new, both as separate diasteroisomers and
racemic mixtures, and they are another object of this
invention.

European Pat. No. 52,910 describes the compounds
of formula I, in which R is hydrogen, exclusively as a
racemic mixture.

We have now found that the diasteroisomers of the
compounds of formula I in which R is H and the form
of the asymmetrical carbon atom (b) is (R), are particu-
larly effective in the method for the treatment of isch-
emia and reperfusion syndromes, which is an object of
this invention.

The following two compounds: N-acetyl-S-[(2S)-2-
(4-isobutylphenyl)-propionyl]-(R)-cysteine, and N-acet-
y1-S-[(2R)-2-(4-isobutylphenyl)-propionyl}-(R)-cys-
teine, are therefore a further object of this invention, as
are their salts with pharmaceutically acceptable bases.

Consequently, the new compounds of this invention
are the compounds of formula I in which R is hydrogen
or a C1~Cg alkyl group; provided, however, that when
R is hydrogen the C-atoms marked by (a) and (b) have
(R,R) or (S,R) configuration, and the salts thereof,
when R is hydrogen, with pharmaceutically acceptable
bases.

The preparation of the compounds of formula I is
preferably carried out reacting 2-(4-isobutylphenyl)-
propionic acid or a suitable reactive derivative thereof
with N-acetylcysteine or an ester thereof, having the
desired optical configuration, according to usual tech-
niques.

Typical examples of reactive derivatives of 2-(4-
isobutylphenyl)-propionic acid are the acid halides and
the anhydrides. When starting from 2-(4-isobutyl-
phenyl)-propionic acid the reaction is performed in the
presence of a condensing agent such as dicyclohexyl-
carbodiimide or N-hydroxy-benzotriazole.

The most preferred method comprises reacting 2-(4-
isobutylphenyl)-propionic acid chloride with N-acetyl-
cysteine or with an ester thereof in an inert solvent such
as an ether, a hydrocarbon or a chlorinated hydrocar-
bon, in the presence of a tertiary amine such as tri-
methyl amine, triethyl amine or pyridine, at a tempera-
ture of between —10° and 30° C. inclusive.

N-acetylcysteine and the esters thereof may also be
used in the form of a reactive derivative such as an
S-trialkylsilyl derivative.



4,812,477

3

When the base is pyridine, this can act also as a sol-
vent.

When N-acetyl-(R)-cysteine or an ester thereof is
used as a starting product, the compounds of formula I
are obtained in which the asymmetric carbon atom (b)
has (R) configuration.

Likewise, starting from (2S)- or (2R)-2-(4-isobutyl-
phenyl)propionic acid chloride the compounds of for-
mula I are obtained in which the asymmetric carbon
atom (a) has (8) or (R) configuration, respectively.

Therefore, the easy availability of the starting com-
pounds (i.e. 2-(4-isobutylphenyl)-propionic acid, N-
acetyl-cysteine and the esters thereof) as a separate
enantiomer allows the separate diasteroisomers of the
compounds of formula I as well as their mixtures having
the desired composition to be obtained.

The preparation of the salts of the compounds of
formula I is carried out according to usual techniques.

Typical examples are the salts of alkali and alkaline-
earth metals such as sodium, potassium, magnesium and
calcium, and of organic bases such as 2-amino-ethanol,
trihydroxymethylaminomethane, lysine and arginine.

The activity of the compounds of formula I in pre-
venting the injuries caused by ischemia or reperfusion
has been tested in different experimental patterns with
satisfactory results. For example, the prevention of
arrhythmia from reperfusion has been tested in the anes-
thetized rat.

In the said animal the reperfusion phase after obstruc-
* tion (5 minutes) of the left coronary artery is distin-
guished by the occurrence of arrhythmic phenomena
(ectopic beat, tachycardia and ventricular fibrillation)
of varying degree, the result of which may be the death
of the animal. :

The protective action of the compounds of this inven-
tion has been evaluated using this model.

The parameters considered were the following:

percentual incidence of ectopic beat,

percentual incidence of ventricular tachycardia,

percentual incidence of ventricular fibrillation.

All the compounds of formula I tested showed an
effective, preventive action on reperfusion arrhythmia
and especially on ventricular fibrillations at doses of 2-6
mg/kg after oral administration.

The compounds of formula I proved to be well toler-
ated in the mouse by oral route and in the narcotized rat
by intravenous perfusion, they are tolerated as Ibu-
profen by oral route and better than Ibuprofen by intra-
venous route: more particularly, the compounds of
formula I show a lack of the negative inotropic prop-
erty which is typical of Ibuprofen.

Furthermore, tests for ulcerogenic activity, after
repeated oral administration to the rat on an empty
stomach, indicate that the compounds of formiila I con-
trary to Ibuprofen, have poor ulcerogenic action.

Data concerning the prevention of injuries caused by
ischemia and reperfusion as well as the favourable sys-
temic and topic gastric tolerability allow the conclusion
to be made that the compounds of formula I are valu-
able drugs in the method of treatment of this invention.

Examples of therapeutic indications are myocardial
infarction, prevention of arrhythmia due to reperfusion
after thrombolysis or coronary by-pass operations,
acute breathing syndrome in adults and injuries caused
by cerebral ischemia events.

For therapeutical purpose the compounds of formula
I and the salts thereof, when R is hydrogen, with phar-
maceuticaily acceptable bases, are preferably incorpo-
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rated in a pharmaceutical dosage form suitable for oral
or intravenous administration.

Depending on the desired administration route, the
compositions, which are a further object of this inven-
tion, will be in the form of tablets, capsules, pills, grains
and the like or of a liquid preparation ready for use or
which is extemporaneously prepared by diluting a ly-
ophilized composition.

Besides one or more compounds of formula I, the
compositions according to this invention comprise a
carrier or an inert diluent either solid or liquid and,
optionally, other additives suitable for pharmaceutical
use, and are prepared according to usual techniques.

Furthermore, for oral administration, slow-release
compositions may also be used.

The effective dose of the compounds of formula I to
be administered in the method for the treatment of isch-
emia and reperfusion syndromes according to this in-
vention, will vary, depending on various factors such as
the individual response, the age, and the general condi-
tion of the patient as well as the intended administration
route.

In general, the effective dose will be from 0.2 to 4
g/day.

In order to better illustrate this invention without
however limiting it, the following examples are given;
H-NMR, IR spectra and elemental analysis are consis-
tent with the indicated structure.

EXAMPLE 1

N-acetyl-S-[2-(4-isobutylphenyl)-propionyl]j-cysteine
(Compound No. 1)

N-acetylcysteine (16.3 g; 0.1 moles) is dissolved in
anhydrous pyridine (100 ml) and de-aerated. To this
solution, a solution of (R,S)-2-(4-isobutylphenyl)-pro-
pionyl chloride (25.2 g; 0.11 moles) in dichloromethane
(25 ml) is added dropwise at —5° C. When the addition
is over the cooling bath is taken off and the stirring is
continued for 2 hours.

The reaction mixture is then poured into 36% HCl
(100 mi), cooled to 5° C. and extracted with ethyl ether.
After evaporating the ether an oily residue is obtained
(31.3 g) that is purified by chromatography on silica gel,
eluting with chloroform/methanol/acetic acid (95:5:2).

The desired product (22 g) is so obtained as a colour-
less oil which crystallizes from isopropyl ether.

m.p.=114°-116° C.; [a]p?®=0" (c=1%, EtOH).

EXAMPLE 2

N-acetyl-S-[(28)-2-(4-isobutylphenyl)-propionyl]-(R)-
cysteine (Compound No. 2)

To a suspension of N-acetyl-(R)-cysteine (37.95 g;
0.23 moles) in dichloromethane (350 ml) triethylamine
(71.8 ml; 0.51 moles) and then trimethylchlorosilane
(67.6 mi; 0.53 moles) are added drop by drop, at 0° C. in
a nitrogen atmosphere. When the addition is over, the
solution is kept under reflux for 1 hour, cooled to 0° C.
and a solution of (28)-2-(4-isobutylphenyl)-propionyl
chloride (43.57 g; 0.19 moles) in dichloromethane (30
ml) is added dropwise.

The cooling bath is taken off and the stirring is con-
tinued for 3 hours. Dichloromethane is evaporated
under vacuum at 20° C. and the residue is taken up with
water and ethyl ether.

The ethereal phase is separated and dried on Na;SO4.
The solvent is evaporated obtaining a white solid resi-
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due (69.5 g) which is dissolved in terbutyl ether (550
ml).

The solution is slowly diluted with pentane (1500 mi).
The precipitate obtained is collected by filtration ob-
taining a crude product (51.5 g) which is purified by
dissolution in 50% aqueous acetic acid (200 mil) and
dilution with water (500 ml).

A crystalline solid precipitates which is collected by
filtration and dried for some hours under vacuum.

The desired product is so obtained (49 g; 73.4%
yield);

m.p.=123°-125° C; [a]pP=-+87.9° C. (c=1%,
EtOH)

EXAMPLE 3

N-acetyl-S-[(2R)-2-(4-isobutylphenyl)-propionyl]-(R)-
cysteine (Compound No. 3)

By operating in a way similar to that described in the
Example 2, and starting from N-acetyl-(R)-cysteine
(39.5 g) and (2R)-2-(4-isobutyl-phenyl)-propionyl chlo-
ride (45.4 g) the desired product is obtained (18 g) as a
solid melting at 102°-104° C.; [a]p?0=—79.6° (c=1%,
EtOH).

EXAMPLE 4

N-acetyl-S-[2-(4-isobutylphenyl)-propionyl}-(R)-cys-
teine methylester Compound No. 4)

To a solution of N-acetyl-(R)-cysteine methyl ester (2
g; 0.011 moles) in dichloromethane (30 mi), (R,S)-2-(4-
isobutylphenyl)-propionyl chioride (2.5 g; 0.012 moles)
and then triethylamine (2.1 g; 0.022 moles) are added
dropwise while keeping the mixture at 0° C. and under
nitrogen.

When the addition is over, the cooling bath is taken
off and the stirring continued for 1 hour.

The mixture is made acid by adding 1N hydrochloric
acid and the organic phase is separated, washed with
water and anhydrified on Na;SO4. After evaporating
the solvent, an oily residue (4.4 g) is obtained which
crystallizes from heptane. The desired product is so
obtained (3.1 g; 92% yield) as a white crystalline solid
melting at 44°-49° C,; [a]p?0= —28.3° (c=1%, DMF).

EXAMPLE 5

By operating in a way similar to that described in the
Example 4, the following compounds have been pre-
pared:

N-acetyl-S-[2-(4-isobutylphenyl)-propionyl]-(R)-cys-
teine hexyl ester (Compound No. 5)
White crystalline solid (purified by cromatography
on silica gel; eluent, ethyl acetate/petroleum ether 1:1).
m.p.=40°-45° C,; [a]p?0= ~2° (¢c=1%, DMF).
N-acetyl-S-[(2S)-2-(4-isobutylphenyl)-propionyl]-(R)-
cysteine methyl ester (Compound No. 6)
White crystalline solid;

m.p.=75°-77° C. (heptane); [a]p?0= +-51.1° (c=1%,
DMF).
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N-acetyl-S-[(25)-2-(4-isobutylphenyl)-propionyl}-(R)-
cysteine hexyl ester (Compound No. 7)
White crystalline solid
m.p.=60"-62° C. (pentane); [a]p?0=+47.2° (c=19%,
DMF)
N-acetyl-S-[(2R)-2-(4-isobutylphenyl)-propionyl]-(R)-
cysteine hexyl ester (Compound No. 8)
White crystalline solid; m.p.=55°-57° C. (pentane);
[a]p?0= ~99.8° (c=1%, DMF).
N-acetyl-S-[(2S)-2-(4-isobutylphenyl)-propionyl}-(R)-
cysteine methyl ester (Compound No. 9)
White crystalline solid; m.p.=88°-90° C. (pentane)
[a]p?0= —144.4° (c=1%, DMF).
We claim:
1. A compound of formula

(CH3)2CH—CHZ@-

CHj3

4y

NH—CO—CHj3
—CH-~CO—S8=—CH;—CH—COOR
. *

@ ®)

in which R is hydrogen or C;~Cs alkyl group; provided
however, that when R is hydrogen the C-atoms marked
by (a) and (b) have (R,R) or (S,R) configuration, and
the salts thereof, when R is hydrogen, with pharmaceu-
tically acceptable bases.

2. A compound according to claim 1 above, which is
N-acetyl-S[(2S)-2-(4-isobutylphenyl)-propionyl}-(R)-
cysteine.

3. A compound according to claim 1 above, which is
N-acetyl-S[(2R)-2-(4-isobutylphenyl)-propionyl]-(R)-
cysteine.

4. A pharmaceutical composition for the treatment of
ischemia and reperfusion syndromes consisting essen-
tially of an effective amount of a compound of the for-
mula:

(CH;)ZCH—Cﬂz@

CHj3 IIIH—'CO—CH3
—CH—CO~S—CH;~-CH—COOR

O

in which R is hydrogen or a C;-Csalkyl group, or a salt
thereof, when R is H, with a pharmaceutically accept-
able base, together with a pharmaceutically acceptable

carrier.
* * * * *



